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Dear Sir: 

I, Bob B. Buchanan, declare as follows: 

1. I am an inventor named in the above-referenced patent application. 

2. I am a Professor of Plant and Microbial Biology at the University of California, 
Berkeley. 

3. I have reviewed the Del Val et al. abstract (Journal of Allergy and Clinical 
Immunology (2001) 107 (2): S3 18) cited by the Examiner, and on which I am the senior author. 

4. Suzanne Teuber is listed as a co-author on the Del Val et al. abstract. 

5. Suzanne Teuber was a collaborator of mine on the project entailed in the abstract, 
but subsequently the project was divided into two parts and claimed in two separate applications, 
the present application and US Application No. 1 0/067,620. 

6. Suzanne Tueber's contribution was to the concept of the cross-reactivity of the 
identified ragweed allergen in Walnut allergy, claimed in US Application No. 10/067,620. 

7. Suzanne Teuber did not make any original contribution to the work described in 
the Del Val, et al. abstract relevant to what is claimed in the instant application. 
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8. I hereby declare that all statements made herein of my own knowledge are true and 
that all statements made on information and belief are believed to by true; and further that these 
Statements were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title 18 of the United States 
Code, and that such willful false statements may jeopardize the validity of the application, any 
patent issuing thereon, or any potent to which this verified statement is directed. 
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Pamcutar care s neeac t salients v.tr at sansterrad Hot; sysBmcanv active ojrteteroids » HOltNT (Matin Aerosol because ceaths due to 
acrenal iwtteency ra« occusfio in aatiems «hH asthma dung ano ate oanster from systemic corticosteroids to less systemaSy actable inhaled 
ccrtcc«anw)s Arfr vttomt trom srsteaic cclcsteroios. a numrjer ot norths are requited tor fernery of r^fpottalaflWiJiJuo^-adrena' 
(KPAi tunctix. 

. Patients m navu K?n orevoesty maanre* x 20 fig cr more per dar tf preotieane lor its eqjvalenC irer; be most susceotibie, partaiarry when 
fterr systems ccraastsrods rave oeen almost comofcnely withdrawn Dunne bits penod of HPA suppression, patrents may exhtcit sans ana symptoms of 
adrenal insothckfcv when exMserj c trauma, sxroery o* tr.tectioF ipartarafty cssnjerrtentsj or other candtjcrG a ssoc iat ed wCi severe etedroryte toss. 
ASuutfi ttotjeasone praaoret? innaatmo act ssoi irav pews control ct aslhma symptoms rjuhno these episodes, n recommended doses P. supples less 
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i Durmg peracsof neiior a sever? asmns attack. paberKs iaom DeeawitMrswitaiJS}^^ retruded to resume 
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warnmg card inckatino irat fey to; neec Mpcwrnentary srsteiroc crtcosteroids during periods o! stress or a severe asthma attack. 



Patents retire ora! conicosreroids snofc w weanec sawfv trpjn sysiemc carttcostefDUi use alter transferring to flutcasonf propionate Bftataton 
'lerosot. h a bizi of 98 at:er4s, oreiiisoce reaction was successful aaorriwshed by feducrrg the darh; prednisone dose by 2.5 tog en a weekly basis 
[during transfer b inrasrj (rsbcasone piccioria;. Successrvs reduciion of prediKone dose «as slowed cdy wtwn lung fcnctm sympbms. and as-needed 
;beca-aaonisi uss wm osfee? Inan or compaiatw to tw.t seer, betcre viraatep of ptectoiscfie dose rwJucbon. Lung ftaxbon ^jrced eJtpoadonf wfamw in 
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the systemic crjrticosteroc teacy. e g . rttriK. coitswrntu ec?erc. and artrrdis 

Persons wr» art x. drugs irat stRjess the immura si'stemzre ocri susce^ » rtectore than freafihy ndrvktuals Qickenpcs md meastei for 
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anri^ musafe r^ iessr^ and dep^ 
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EmbiclKMi »ias aeen shwvr-afcer 4 vreess cr* meatmen: tutxasone propamate irmiation aerosol Smc* indhidual s«narwfty to^lects en cortisoi 
protection exists, onysciars shouto consider f?5 nlomatai when orestrrosg ftoJasone r^opionafe Hratotai aerosol. 

Because of the oossttrry oi systemic abator of nhaled cr«costeraios, pafette treated vwlh these drags snotid be observ«j careluflr «cr ao]f 
ecdence ol systjrrc rjottcostem effects Pjrtcu!<: care staAJ te Sen in ctserrog pal-ents cat«jer3ljvtl» a dunng perols rjl stress br eveeac oi 
taieojustB adrsrtaJ response. 

. lbfjoss*tha:sy^artctwc^ • 
t/at higher doses. H scch cnanoes occur, tiuteasone prapnais «ialaucn aerosol sticaltf be resuced slowty. sonsistent with accepzc procedures for 
reducnp systemic toficossfods and tor marerjemefit of sslro symstoms 
' Ar^Eiwafgrowavete^ 

artccswotos tor treatment Pnysxerts shoutd cfoseh' follow the cto»1p of arjotesccris taking oirtcosteroidj by any mute and weigh the benefits o* 
oitostsroid tfsrapy and astnma control against the possbfiy ol j/owJ sippressoi if inaddescerrfs growth appears stowed 
• The tonc-tcm effects ^fiuttascTO^ 
piirpoiaffion(teveto?mer^ 
rjrorjo^iitre'at^ 

toicasone rjopunate. no arjoartni drffererxes nthe -yceor seventy of acVsrse reactions were observed after long- versus short-term treatrtent 

Rare mstances ol goicoma. rcreased intraociiar pressure, and catiacts nave been reported following the mhaied trjnristntion of Dibastefbids, 
inducing itutosofie propkinate. 

ii dnical studies with nhasi ftoncasc-ni propionate, toe cevtHopraeni cf bcabted infecfions of the pharynx with Carufida actons has occurred. vVhen 
such an tofection develops it shojirJ be treated wito appropriate local or systemic (i.e.. oral antifangan therapy whae remaining on treatment with 
Sutxasont prooonate ipcabtion aerosol, ix^t a; tone; tfsrapy vntn tiuteasone rjrooionate may need to be ufcriupted 
■ hnsled canco^etoids shoufrj be used vritl- caution. H et a3. r r^thents «-dn acthre or Descent tuoero^c».inte£tiond trw fesctratory tract untreated 
ijriterrfcc fuogai- baaeroi. sira parasittc inieewns; or ooiar nerpes sanoiex 

Gosoophific Cortrffoms: in rare cases. paheKson mriaied butcasont tropsnale raaj present with systemic ecsmcoliSc cofKibors- totn sorre patients 
presenting with cSrxai ieatures of vasculitis ccrsistsni wnli Oturo/Strauss syrdrome, a ctnriticn that is otten treated with systems ccrticosierrirj therapy. 
rtcS2 events uuaih;. be; not itoa^ hare been associated with the reduction jnd'or wthdrzwai of ori ccrttccslerosc; therapy fc*o«ng the iiarocbxtion of 
Cutxasone prepense. Cffiss trr strious ecsropfirtc candiSns hare been reported w.th othei xrded corrjecstrrads m Ws dirttcal s?tbnc> Physcans 
show: be alert id eosmootiis. vascufibc rasn. worseniig pulmonary sympte. cardac cr/Bpicabons, ancVor neurcpatby presenting in Bar pat ents A 
ass! retafionsiip between iwxasonecrorjroiate awtteeunderfying canotors has not beai estabfcned $a ADVERSE RWCT10NS). 
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son is snended lo aid e«m in tft* safe arro eflect)\? use of this medcatton. It es not a cfedosure ot gj pcasrbte adverse or intencted eltects. 

Patents should use FlfMliT bhafatim teasel at regular ntervas as ovected. Results of dtnicat mats indicated rjgrcficant taptovernent may occur 
riMiM tost cay or two pftreatmen:: howet er. the M benefs may rot be achieved urrtit treatment has been ac^ircsterec! for t to 2 weeks cr longer. The 
fifJert tnottt tot ncrease the arescrttd dosage but shoua carrtact Tie prn^oan rf synripranris do nrt irnprow or rt the condition worsens. 

PaSerits sfnuK oe wame; to avoal exocsure chiacenpox or measles ami ef tney are exposed, to consutt thev physicians wrthout delay. 
. ftr rj« prcr^r y FtCVBff irmtabon 
WJsirBTOiiastoriJse. 

lircJnogenesis, Mutarjenesrs, hpamnetrt of FertBity: Raticasinc pr-jpionaie demoastraied no tornorigenK potential « studies of oral doses up to 
iOOO mcx>^ raDcraimd^h 2 times th? fro^muT, hurar rja#^ nharatw cosa rised cm mcxyrrH) for 7fl isreate in the mouse or mataton of uo to 
57 cm/is (ZKnuirWf"? Ui the twinxn riuna^ c:+. hnaliticn c^e t2so) cn oic^j lw 1(M »«e*J m U» rat. 

teason! rjrto&'Ete 3d noi «nruce jmm rn ^Dbrjcfe v eurwjtx cefe h nko. Ks stonfearrJ cJasfegenic efied ws sesi in cuftoed 
man perionni r^-mrncc.'^s n: vtro ot at tr e mse rricronutiBL-s test t^aonwiistered at hgi doses by ireodor stttutaneous mutes, 
vtnerrrcr*. e? wguta did no: det=y err&rooiast omsoi v, cone manoc 

to ev«enc? erf inrparnien! o? ts-rSliry was uaservfii r» ferxcoXcthfe studies excoucted in rats dosed stfixafiaiieousti' witn deses oo to 50 nTCo/lo; 
apprciorrzreli W lb? rrartwm ferrer: can itaaafci ocse sasso n r^cvrr'l » males art females. However, prostste weight was sijnitcanlfy rarliced 
^rats. 

lecflancy. tetxgtmc I fftcor Pregnzxy i'.at*m Z. Motaneout studies nttwmouseancralai45arotOO rreg/ko, respectwely (appr»drnstety 
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oouwH. incjuomc erncryons an «tn OXttSm on^atocfie . cfet paate. and retarded crania; ossacato;. 

In Tie rabbit lee: waghi reduction and oeft patate were observed tacwnq subcutaneous doses of t rxytv (apocoxirrater* IS re maxu?ium hurr^r.- 
cair tntraJafior- cose oased on rKo/m 2 !. However, tofKJwing orat aonrnslr3ti&-T of up to 300 mcoAcg tayporcarnater? 3 bmes Sie raajnrrum hurnan dairy 
irf&atioa dose based on mj&Tt^ ot ftjrjcasone propjonate to tfcf rabbit ttoe were no maternal effects nor increased inddence of external, visceral, cr 
skeletal fetal edicts. Kc ffutasone rjrapxrate was detected m treotasmsri fois study, consistent «ar- the estadhsried low btoavaiiabaity tcfiovrno or?: 
M^inisfcation (see CHUCAL PW^IACOL^ secocn of fuS r^esfltbmg rtorrnatot). 

Us3 than 0.006*-% ol tne acrnimslereo dose crossed Its ptacenta foficrwuTj oraf ac^inctiation cr ICO rrxc>VQ » rm or 300 rncc/icg to rabnts la^-o!:- 
irrutery 1/3 and 3 ttnea tne rr^imim human daiy nhaiatjon cose based on mcgjTn 2 . resrxctjveryi. 

Tnere are no adeaoate and wea^conbrofled saoes en pregnzrrt women. Rubcasone T^wr^mrtatt shouic be used cbnng pregnaacr orthr trie r^xenba: 
oenetd jusbhes tne pcxtentraf risk to the fetus. 

Experierte with oral gtucrxorticotds since trier ^traduction m r^macologrc. as opcosed to r^rysiaopc. doses strggesa trtat rodents are more tnorre 
to taatorjentc effects from glucoccrfaads than humans, h addraor. because there is a natura ncrease in jrurxcorbcoid production during pregnancy, 
most women wi require a tower eirogenous glottCtttaiddDseiad many wJnot need gjuOTcrtowJ treatment during pregnancy. 
■asingMotjmilitwt^ SutotzrraaarJmnistr^ 
drug to actatKio rats tapptrjxgnaesrt' 1/20 the rroximum human daiy nhaiattori dost based on rrto/rrri resulted in measurable radioactrwty ei both plasma 
and mft. Because gtococorticoi^ are excreted si rupTan rrrrSt. catrton should be exercised when hrticasorie proponate mralation aerosol is acrmristeJed 

WiaSStirjr^ 

true us prrotai aincal trials Tne safer,! and effectiveness of FLOVfNT Wtafatfen Aerosol in chflden betow 12 years of age have not been estafched. Oral 

rjfjrbcce^rjs have been sfnr^ to c^ 
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ADVERSE REACT 10 HS: The toRowing incidence ot common adveise eipeiiences is based upon 7 ptocetrr>con>rotted US clinical trials in which 
1243 patents 1509 ferrate and 734 male adrJesterts and adults (rrevwciy treated with as-needed borchoflatoi* and/or intrated ccrterjsteroirjs! were 
treated with fMcasone praptonats inflaJ^bon aerosoi (doses of 88 to 440 mco twice dao> for uo b 12 weefes) a ptacebo. 

Overall Adverse Experiences With >3% Incidence on Rtrucasone Propionate in US Controlled Clinical Trials With MM 
in Patients Previously Receiving Brorenodilators anoVor inhaled Cofticosteroids 



Adverse Event 



Ear. nose, and throat 
Pharyngitis 
f^ccngestioii 
Sinuses 
Itasatdscharge 
Dy^phcnta 
Allergic rfsrrtis 
Orala " 



Upper respiratory nfeclkvi 
ttuefiza 
Neurciogicaf 



Average duration ot exposure mays! 



m = 475) 
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The table aoow retooes al events (wrether corac^ chi^r^ « ratorug-r ef^ 
cwr^fiutiasonepra^ 
3fCf3Q? do^bon of cxpostft? should tsken eId kcduhS, 

TrttsearfrerssreactiGrar^ 
cases of irnmedate and delayed tryyicrsrmsij^ 
reported. 

SrstsTBC gssxaxkm see effects were rot reported curing cortooled cfinioi »iab with ftoucasorre prrjctoraie inhalatoi 2eroso(. If recommended 
doses an exceeded, however, cr i mfviduals are partcularty sensrht sirrnptorrs ol rwr^rcortosm, e.g., CLSfting* s^drane, could occur. 

Other adverse ever* to rixu^ 
occurred at a greater rrndertce than with ptacebo were: 

£«/vos4ajjrfinTwtranmna» - . 

fje:rnte^tftheeye(si. ' • v - . 

G3itminSssts2t Nausea and vomfnej. danttes. dyspepsia and sttptach rjtrorder. 

IflwAcotf reefltDentaf rjrobten ||*|g MEOlCAL ^^eNTTTR 

Moso^e^tenKicmlsrjar^a^ IVtfcU WO* 1 cr * 

terBtot^ttzmess/ ••^AWfV»K** 

^^^spfiralwy: Bronchsis, chest coroedaDn. 

Skia Oerrnalihs, rash.'skin etupbon. 

tteaettflrt Oysmouihea , 

hilB-weekstodftor^ljenlswiHiasto 
\p = 32} and 880 meg twice oarfyfn = 32). were car^ared wim rjtaeela .m 
iDveshcBtor) reportec? by mors tun 3 patients n after itobcasone proptonate V®^0ff£Jfflv@m tyBm*HW*M to 

£ac Mrsi, and Jnroat RiaryngiUs 19% and 25%», nasal conoestion ( 1 «i and 22%}, siriusife (t95n and 22%» r nasal cfacharge (1 G% and 
dyspfraraa (19% and 9%), pam n rtasaf inusfes) and 0%». CanoWa-IVe orsl teswrrs ft6% and 9%j.orccrarTr«al onrSthasis (25%araJ 19%j. 

Se^oTrUppdrespni^ 

0tterHrarJarJs(28%ari^P^ 
ntalause/tatigue (22% and 28% 4 rtsorrata (3% and 13%). 
Oteened Boring 0^ 
usedrMk^propcnattindm^ 
made. These events hare been rmosentoinckjsaidwtoe^ 
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£at Atose, anrf Throat Throat sonsiess and irrflatioa toarsenes^ 

Emtottint jatf Uetatefo Custiirrjoid features, growth velocity recUcbon in chftfrerVadrjIescents. weigtu gain, tiypercjfycemsa 



tetfnter- rmme<tiate brairj-cspasm. asthma exacerbation, dyspnea, wheeze, diest tightness, cxcnftispasm. augh. 
Skirr Pturihis, rxricjsions. eccftymoses. 
battftSc Camxs In rare cases, patir^ on rntattf 
patients rjressrt^ wim c^ 

therapy Trress events usu33y, but not aivrays, riave Oeen Essociatei wrtn rKfucton anchor ¥*tficiraT«aJ oC a-aJ oirijco^eroxj therzpr foJcwng the ithjd- 

rJucfandllrJcasflner^ 

Riysidanssrir^beairjttoett 

paberts. A causal relahonsrno tetvireen fluticasone prcpionaie and these trrtcjenywig concJitions bas not been estaoliShed (see PrTECAlTTJONS: EosinophiMc 
Corvitiorej. 

OVERDOSAGE: ft rone overdosage may result in ujns/symrjtorris d r<yperccrticism (see PRECAUTIONS}, nhatabon by healthy vcwrreers of a singe dose 
of 1 760 or 3520 meg of f bticasone rxc^ionate inriaiabon aerosol was welt blecated.Ruticasone on^uonaie g>en by tnnafabon aerosol at doses of 
1320 meg twice dafy tor 7 to 1 5 da^-s to healthy human vofunteers was also wd tolerated. Repeat crraJ deses up to 80 rng da*y tor TO days m tieattny 
whjnbws and repeat or? oosej up to 20 mg dauty for 42 days ii patients were weft tolerated- Acfverse reactions were d raid or moderate severity, and 
mcidences were simitar in active and piaoeba treartxnent gfoups. Tne oral and stebcutartsous median tetnat doses ki rats and mice were >1000 mo/kg 
j>2D00 times fee rnaximum human oalyrt 
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> A Comparison oi Cutaneous, Conjunctival and Bronchial 
I Reactivity to P Pratense 

Gideon La<:k. Graham Roberts. Caitriona Hurley St Mary's Hospital. 
London. UK 

OBJECTIVE: To determine whether there is a relationship between 
cutaneous, conjunctival and bronchial sensitivities to Phlcum pratense 
(timothy grass) in individual children and teenagers with seasonal allergic 
asthma and rhinitis. 

METHODS: 3 l J subjects (27 boys) aged 3 to 16 (average 1 1.9) years 
were assessed in this study. Specific lgE (Pharmacia Cap) to P pratense 
were assayed in all subjects. Skin prick testing was performed in 38 
subject with half-log. increasing concentrations of P pratense (ALK); the 
concentration giving a 3mm weal was determined by interpolation. Con- 
junctival testing was performed in all subjects using half-log. increasing 
concentrations of P pratense; the concentration giving a score of 5 on a stan- 
dardised, validated scoring system recorded by one observer was deter- 
mined by interpolation. Bronchial challenges with P pratense was ]>er- 
formed in 25 subjects with half-log. increasing concentrations delivered by 
a Pari jet nebuliser and lung function measured by Mastcrsereen spirometer 
(Jaeger); the PC20 was calculated. A comparison between the factors was 
made using correlation coefficients; the Bonferroni transformation was 
used K3 account I'or the multiple comparisons. Calculations were performed 
using Statu 6. 

RESULTS: A significant correlation was found between specific lgE to 
P pratense and cutaneous sensitivity. However, no other significant rela- 
tionships were found between specific IgE levels, cutaneous reactivity, 
conjunctival sensitivity or bronchial reactivity. 

CONCLUSIONS: The data presented demonstrate that the sensitivities 
of different organs to P pratense are independent of each other. This agrees 
wtUi the different patterns of clinical symptoms seen in children with grass 
pollen allergy. 

Comparison between specific lg£ and end-organ se nsitivities 

Specific IgE Cutaneou s Conjunctival Bronchial 

Specific l»R - 

Cutaneous -<>.5ftKtp=0.03)* • 

i 'unimiiMival -0.25 Up=l) 0.2S5 <p=0.40) 

Bronchial -IUl)3(p=h U.208(p=|) 0.138 |p=l) 

V illaneous sensitivity and specific lgE both logarithmically transformed. P values 
'modified using the Bonferroni transformation to take into account the multiple 
comparisons. 



1037 



Comparison of the Molecular and Immunological Properties 
of Natural and Recombinant Art V 1, the Major Allergen of 
Artemisia Vulgaris Pollen 

Martin Wftn/y* Rcnare Steiner$, Runaid Van Ree¥, Christof Ebner§. Fait- 
;na rcrrehv* ■ University of Salzburg, Salzburg. Austria ^University of 
Vienna. Vienna. Austria VCentral Laboratory of the Netherlands Bltx)d 
Transfusion Service. Amsterdam, Netherlands 

Pollen of mug wort ( Artemisia vulgaris) represent one of the main causes 
I for type I allergy in late summer and fall in Europe. Mugwort. a member of 
| the Asicraceae or Compositae plant family, pollinates by wind and is wide- 
I ly distributed throughout the temperate climate regions of Central Europe. 
The major allergen of mugwort pollen has been determined by immuno- 
blots with a large collection of sera from mugwort pollcn-sensitizcd 
patients. This protein, which is recognized by 95 % of mugwort-ullergic 
patients, was designated Art v I . When subjected to SDS-PAGE it appears 
| as a heterogeneous band in the MW range of 24 to 28 kDa. Recombinant 
Art v in contrast, migrates at approximately 17 to 18 kDa. although the 
theoretical MW derived from the poiypetide chain is 10.8 kDa. Both natur- 
| al and recombinant Art v I have been purified to homogeneity. In this study 
i we report the molecular and immunological properties of purified recombi- 
I nam Art v ; in comparison to its natural counterpart. Natural An v I was 
found to .omain carbohydrate as -.lemons! rated by positive PAS- staining. 
Mas> measurements by Matrix-assisted laser desorption ionization- mass 



spectrometry (MALDI-MS) were performed. By these means the molecu- 
lar mass of purified recombinant Art v I was determined to be 10800, 
whereas in the case of purified natural Art v 1 two rather broad mass peaks 
with maxima at about 1 3400 and 1 5600 were detected. These differences in 
MW were assigned to the sugar content, which also turned out to protect the 
polypeptide chain from proteolytic digest. Binding experiments with plant 
lectins were performed in order to characterize the carbohydrate moieties. 
However, no common type of N-linked glycosylation could be detected. 
ELISA experiments with a panel of patients* sera revealed two distinct 
binding patterns of IgE antibodies: one class of sera reacted similarly with 
natural and recombinant Art v 1 . whereas the other class showed extremely 
weak or no reactivity to recombinant in comparison to the natural allergen. 
In inhibition ELISA experiments, natural An v 1 totally abolished the inter- 
action of IgE with its recombinant counterpart, whereas recombinant An v 
I gave only 50 % inhibition of IgE-binding to the natural allergen. Purified 
natural and recombinant Art v I were also subjected to periodate treatment 
and reduction/alky lation procedures. By subsequently performed 
immunoblotting and ELISA inhibition experiments with patients* sera 
more conclusions oh the nature of the present IgE epitopes of natural and 
recombinant Art v I could be drawn. Taken together the results of this study 
show a high impact of glycosylation on the allergenicity of the major mug- 
wort pollen allergen Art v I . 

I A Major New Allergen From Ragweed Pollen 
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Greg Dei Vai* Joshua H Wong*, Suzxinne Teuher§. Oscar L Frick¥, Boh 
B Buchanan* *UC Berkeley, Berkeley, CA §UC Davis, Davis, CA ¥UC 
San Francisco, San Francisco, CA 

Ragweed pollen has a lipid layer on the surface, which has been extract- 
ed and routinely discarded for more than 50 years in order to produce aller- 
uy test preparations. The symptoms in pollen allergy, that appear after a few 
minutes, are believed to be due to allergens located on the pollen surface, 
which includes the lipid layer. As it has been demonstrated with defatted 
ragweed pollen (Marsh DG et al JAC1 1981, 67: 206-222). there are impor- 
tant extracellular allergens released in a short time period- e.g. Amb a 5 in 
16 minutes, versus the major allergens described. Amb a I and 2, in 12-24 
hours. However, these authors and others have not reported significant dif- 
ferences in the first- re leased allergens from the complete and defatted 
preparations. In our work, we show a difference in the population of the 
first-released ailergens from complete and defatted pollen. We have identi- 
fied and characterized an allergen located in the lipid fraction that is dis- 
carded during the defatting process. The allergen, which appears to be a 
major pollen glycoprotein, has a molecular mass of 30 kDa and contains at 
least one disulfide bond. Amino acid sequencing data indicate that the pro- 
tein has not been previously described from pollen or other sources. Finally, 
after performing IgE-immunoblots with 25 sera of ragweed-sensitive 
patients, we have found that the 30 kDa protein is recognized by all of them, 
thus qualifying it as a major allergen that is perhaps missed in current 
screens. Furthermore, our results are reinforced by the fact that dogs sensi- 
tized to ragweed also uniformly recognize the allergen. These findings sug- 
gest that the lipid fraction containing the 30 kDa allergen and possibly oth- 
ers should be included in allergy testing and immunotherapy regimes. 

M fVJQ Seasonal Variation in the Indoor Mold Aerospora Among 
I UO«7 Inner-city Homes 

H James Wedner, Anupma Dixit. Roosevelt Peahody Washington Univer- 
sity School of Medicine. St Louis, MO 

INTRODUCTION: Sensitization to the indoor mold aerospora may 
play a significant role in the increasing prevalence of asthma among inner- 
city dwelling children and adults. To evaluate indoor mold contamination, 
we have used volumetric spore sampling for boUi totai and viable spores in 
40 homes in the East St. Louis, IL(ESL) area. 

METHODS: At least one asthmatic patient (usually 2 or more) resided 
in each of die homes selected. Sampling was carried out throughout the 
year using a Burkard Personal Volumetric spore trap unci viable spore trap. 
Viable spores were collected onto MEA plates. The kitchen, TV room and 
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m A9C * ConparffM ol dHanftoos, CraiMcthrat and Branchial 
I UuD ReattMtf to P Pmtanso 

Gideon Lack. Graham Roberts. Ceitrbna Hurley St May's Hospital 
London, UK 

OBJECTIVE: To determine whether there is » relationship between 
cutaneous, conjunctiva} and bronchial sensitivities to Fhleum pretense 
(timothy grass) in individual children and teenagers with seasonal allergic 
i5fhma and ifunhfo 

METHODS: 39 subjects (27 boys) aged 3 to 16 (average 1 1.9) years 
woo assessed to this study. Specific IgB (Pharmacis Cap) to P pratense 
were assayed in ill subjects. Sldn prick testing was performe d in 38 
subjects with half-log. Increasing <xxxeninukms of P pratense (ALK); the 
con c es nYati on giving a 3mm weal was determin ed by interpolation. Con- 
juocrJval testing was perfonned in all subjects using half-log. increasing 
qjuu^tfiaticcs of P pratense; the ccocent^ 

oanfised. validated scuring system recorded by one observer was deter- 
mined by mtejrxuatiou. Branchial ehidlenges with P pratense was pcr- 
formed in 25 sribfrcta wHh hahMog. increasing cuiaeuii atioos delivered by 
tParrjetmbriiserandtungfu^^ 
(Jaeger); the PC20 was cateoisted. A mm^ 

made using correlation coefficients; the BonferronJ ttansfbnrtttfoo was 

Bsedtoagcoontforttea^ttl ^pie co 

uaingStnta6. 

RESUIJ^ A significant cc4ielato 
P pratense and cutaneous sensitivity. However, no other significant rela- 
tionships wen found between specific IgB levels, cutaneous reactivity, 
conjunctival tensitivity or bro n c h ial r eactivity. 

CONCXCSIOr©: The dbtfa presented efesaoustrate that die sensitivities 
of difierert organs top pratense axe independent c/ each other; This s^^ 
with das dlffrffp* patterns of cHnjcal By upturns seen in children with grass 
pollen allergy* 

Compsrtaori between spacine \gE and end-organ aenslbVrdea 



Specific IgB 



. 4X1 (p-1) O285(p>Q40) • 

-(M03(pt>i) aaoetpoi) ai3S(p=i) 




Art Vt law Major Allergen* 



Martin Himfy*. !UnateStaner& Ronald \bnRte¥, CkristcfEbncrl Fati- 
mo Ferrttra* nJroversity of Salzburg, Salzburg, Austria {University of 
Vienna, Vienna, Austria VOenhal Ubocaxory of the Netherlands Btood 
Ibmstusioo Service, Amsterdam, Netherlands 

Pollen of mngwort (Artemisia vtflgaris) represent one of the main causes 
I for type I aUergy in late summer and rail in Europe, Mugwort, a mctnber of 
theAsteraceaeorCtorrmositaeplam 
ryrfcstribuied throngs^ 

1 The major allergen of mugwort poQen has been detennlned by imrauno- 

blots with a large collection of sera from mugwort rmllen-seittuHited 
I patients. This protein, which is recognized by 95 % of mngwort-aJkrgk 

patients, was designated An vl.Wto 

as a heterogenecm bora) m die MW r^ 

An vl.mcoitrast, migrates Marajm^ 

theoretical MW derived from the polypcridc chain is 10^ kDa. Both nafcir- 
[ il and recombinantArt v 1 have been purified to homogeneity. In this study 
we report the nx>kcol2r^ Immunologn^l properties of purified recombi- 
I eant Art v 1 mcrmmarisrmiorisnaniralcoo^ was 
| foand to contain carbohydrate as demrajstretcd by positive PAS-staining. 

i by Matrix-assisted laser aesorpdon iomzation-mass 
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spectrornetry (MAUDE-MS) were p er f ormed. By these means the molecu- 
lar mass of purified recombinant Art v 1 was determined to be 10800, 
whereas in the case of purified natural Art v 1 two rather broad mass peab 
with maxima at about 13400 and 15&X) were detected. These dtfertn^ 
MW were assigned m die rogeramtem 

polypeptide chain from proteolytic digest Binding experiments with pUm 
lectins were performed in order to characterize the cartohydraie mojeties. 
However, no common type of N-linked glycosylate could be detected. 
BUS A experiments with a panel of patients* sera revealed two (fennel 
binding pattern* oflgE antibodies: one class of sera reacted similarly with 
natural and recombinant Art vl, whereas the other dasa showed extremely 
weak or no reactivity to recombinant io comparison to the natural allergen. 
miofcibtlkmEUSAexperi 1 totally abolished the inter, 

actioa of IgK wirh its recombinant counterpart, whereas recombinant Art v 
1 gaveooly50%mhibrtkmofJgE^ 

natural and recombinant Art v 1 were also subjected toperiodatetreato 
and rcducrJonWkylatJoo ptocedoms. By subsequently performed 
tm n mn obtotting and EUSA inhibinort experiments with patient*' sera 
more conctosioro oo the nature of the present IgE epitopes of natural and 
recombinant Art v 1 could be drawn.Talton togetto 
show abigh impact of gjyc^^ 
wort pollen aBergen Art vl. 
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A Major New Alargea Fnara K*jw*4 folia* 



GrtsDeiMU* Ankua H Wbng* Sasawte Tad*r$ Oscar L Frk±¥, Bob 
B Buchanan* *UC Berkeley, Berioeky, CA filX: Davis, Davis, CA¥tC 
San Francisco, San Francisco, CA 

Ragweed r«UenhasalrptdhymcAt^ 
ed izid routiix^ discarded^ 
sy ten preparations. Tte 

irmmtes, are believed to be due to allergem beared on &e pcto 
which induct the lipid layecA^ 
ragweed polkn (Marsh DOetalJA^ 

ptrft fitxr**nribr aTtgf^eni released in a short time period- CLg. Amb a 5 is 
16 rniantes, versus n^ inajor 
tarna. However these w 

ferences in the first-released allergens from the complete and defatted 
reparations. In our work, we show a difference in the population of the 
first-released allergens from cornplete and defatted pollen. We have idcxtfi" 
fied and characterized an sDergen located in the lipid fractioa that is dis- 
carded during dm defsfting process. Urn allergen, which appears to be s 
major poflengjyttrproo^ 
leannrmdisnffinnbond^Am 
tern haa not been prcvican^ 

after performing IgE-mmsuooblou with 25 sera of ragweed-senshnn 
patienta, we have found thai the 

thus qnalifying it as a major allergen that ts perhaps missed in current 
screens. Rrrthcrmore,oor tcsefts are reinforoed by the fact that desserts* 
t jt+A m regweed also uim^orrnly recognize the allergerL These findingi sag' 
geat that ttelipdd fraction cc«tai 
enihoddixslridudedm 



1 IIOO Smm *I VarlaHna in tha rotor Mali Aaraspora 
lUuSmasr^ityrtaran 

»JbmerHfem^>4mo^ 

any School of Medicine, St Louls.NO) 

INTRODUCTION: Sensitieation to the indoor mold aetospora m 
playasignificamtolemthe^ 
ciiydNycifingcruklrena^ 
we have used vc^umetrkspomt 
^hoir^intheEastSLl^i^ILCESUarea. 

MaHHOIW: At least ime asdunat^ 
in each of the homes selected. Sampling was carried out througho** 10 * 
yearusir^aBorUrdPfeisoo^ 
Viabfc spores «^ coller^ 



JAILER 
VOLUMt 

bedrooc 
Total sr 
weregn 
fied by l 
ronment 
RES! 



winter o 
very tow 
genera. I 
captured 

Themajc 
Homes k 
greater n 
dean One 
the amou 
were sun 
teg this 
>4Q.000f 
ngnificac 
lhsmdoc 
si mi 
Asper^dh 
homes suj 
fcewindo 
narpled c 
nrasturei 
CONC 
not 



Ua 
fewarm& 

104C 



nomg-Dei 
^terans 
T^^Tan 
PerticiUi 
**)are pn 
tOergk oxs> 
* IgB cr 
Vcies,Int 
Eed toboth 
sadimrnum 
Pnntinsshc 
kngthcDH 
^Ottghrevr 
5 '"and3'-ra 
"■dasefron 
^ open rt 
»1649bph 
8 »pamceidi 
tf bothenco 
^Aeeneoc; 
"fctitywith 



best Available Copy 



2» ^ 



BEST AVAILABLE COPY 




rsale 
ice at 
terest 



Voiume 107 No.2 Febr'u. 



Sfpfc Journal, of 

Allergy, .Clinical 
lliimunologi 




3ie 



you 

9 



ght 
fuf 
t. 



PROGRAM AND ABSTRACTS OF 
PAPERS TO BE PRESENTED DURING 
SCIENTIFIC SESSIONS 
AAAAI S7TH ANNUAL MEETING 
MARCH 16-MARCH21, 2001 



SupportcdbyonunrMfmlcdcdocotionalgr^t/rom 



GlaxoSmithKline 



i : '^:.-w< a,.,,., 



Published Monthly by 



S3 18 Abstracts 



J ALLERGY CUN IMMUNOL 

ranuARvaai 



1 flQC A Coipai bra of CutaftMCS, Cenjenctfval tod Bronchial 
I UOU BaKtivlty to P Mane 

OfcfciM Lodt Graham Roberts, Caitriona Hurley Si Mary's Hospital 
London, UK 

OBJECTIVE: lb determine whether there b « relationship betweea 
cutaneous, conjuncoval end bronchial sensitivities to Ptueutn pratense 
(timocfay grass) In mclvidua] chOdrea and teenagers with seasonal anergic 
asthma and rhinitis. 

METHODS: 39 subjects (77 boys) aged 3 to 16 (average 11.9) yean 
were assessed in this study. Specific IgE (Pbarmada Cap) to P pratense 
were assayed in all subjects. Skin prick testing was performed in 38 
subjects with hiH4og. bcreaaag c o nccnOxttons of Ppntease (AUC); the 
coocentnuion giving a 3mm veal was deterTnfaed by ba^rpotaloa, Coa- 
juacovai testing was performed in all subjects using half-log, increasing 
corMxninuJonsofPpraieru^mco 

dardisecU validated scoring system recocded by ooe observer was deter- 
mined by Interpolation. Bronchial challenges with P pratense was per- 
formed in 23 subjects with haif-fcg. IrereasiTig concenoatkws delivered by 
a Parfjet ncfau&gr tnd lung fraction measured by M ate sc reen spirometer 
(Jaeger); the PC20 wascakriated. A comparison between the factors was 
made using coneJadoo ctrlncfatts; the Bonferrom transronnation was 
used to acoocnt for the nmttipteoonyajisous. Calc ula tions were parfarocd 
using State 6. 

RESOI^Asignificamcorreiaik>9WU 
P pratense and cutaneous sensitivity. However, no other significant rela- 
tJonships were round between specific IgE levels, cutaneous reactivity, 
conjunctival sensitivity or rjroactual reactivity. 

CONCLUSIONS: The dam presented deroootfiate that the sensUivUicr 
of<fiffereatorginitoPpratrai«irebde 

with the aiflerent petteraa of dinkal symptoms seen In children with grass 
pollen allergy. 

Comparison between specific IgE and eorJ-croan sensitivities 

SptcffklgE C u t a n e o us Conjunctival Bronchial 

SpectnclgE ... 

Cutaneous -QLSQB (p4L03)* • 

Ooajaectival -0231 (p»l) QJZSitpCAQ) - 

Brwchbl 4403 (p*I) OjOS(p-t) 0,1 38(H) 



*QHcncou< scmhMty twt wjnriilr IgB bark tngtmhrnr*ny Oattfonocd. P vsfao 
modified uxfca the Bun&rroai trarfoarafioa lo Ufa baa icoauat the moKIpfe 
eotnparisonSb 

M fWJ Coamarisoo of the Motaeutur tad raaaHadaojcai Properties 
IUO/ rfUatsrelariJfeceaalmnrt 
ArteeusiaVakjarfcftitleo 

Martin Hbnty*. Rotate ftttorft Ranald Van Rec¥, ChtixiofEhhcrf. Rai- 
ma Ftrnira* *Uraverafty of Salzburg, Salzburg, Austria ftUnrversiiy of 
Vienna, Vienna, Austria VCeatral LaJmeamry of the Netherlands Blood 
Transfusion Service, Amsterdam, Netherlands 

PoOea of mugwort (Artemisia vulgara) represent enc of IhcraamcatiKa 
for type I allergy rn late surnmor and fall In Europe. Mugwort, a member of 
tr«Aste7aceoecyCc)cimoaitacr^t family; pollinates by wind and la wide- 
ly distributed Uuoughout the (amperala climate regions of Centra! En rope. 
The major allergen of mugwort poOca has beca detennined by immurto- 
Wcts with a large collodion of acta from magwort r^tcn-sCTUdlieed 
patients. This protein, which Is rccogalzed by 95 % of rmigwort-aUcrgic 
paitcata, was designated Art V I . When s^jecttrftoSDS^AGfiUcr^rB 
as a heterogeneous band in the MW range of 24 lo 28 It Da. Recombinant 
An v J, In cooirasi, raigrmcs si approximately 17 to 18 kDa, ahhoegh the 
IheoreUcalMWdenScdift^ 108 kOa. Both natar* 

aland recombinant Art v 1 have been purified In homogeneity, la this study 
■ woroport the rnotecalarand IramtmologicaJ properties of purified recombi- 
nant Art v 1 1n oomporisoq to its natural counterpart hfaturnl Art v I was 
found lo cootaio cortohyurato as demonstrated by positive PAS-stalning. 
Mass roeasureraenta by Matrix-assisted laser desorptkm iunlntflon-mum 



speetrametry (MALDI-MS) were peribrmed. By these means the molecu- 
lar mass of purified recemftnant Art v 1 was determined to be 10600, 
whereas in me case of purified natural Art v 1 two radar broad duos peaks 
with maxima at about 13400 and 15600 were detected These ulflereaees in 
MW were assigned to the sugar content, wtu^abo trailed out mprotm the 
polypeptide chain from proteolytic digest. Binding experiments with plant 
lectins were performed in oroer to characterize the carbohydrate moieties. 
However, no common type of N-Hnked glycosylaiton could be detected. 
EUSA experiments with a panel of patients* sera revealed two distract 
MixHngpaflenttoflgBan^ sUalartywHh 
natural and recombinant Art v I, whereas the other class showed extremely 
weak or do reactivity to recombinant in comparison to the natural allergen. 
In rnhlbrdoa ELISAexperiments, natural Art v I totally abol tshed the inter- 
action of IgB with its recombinant counterpart, whereas recombinant Art v 
I gave only 30 * inhibition of Lg^a^g to me namrtlaUcrBea Purified 
natural and recombtrnmtArtv I wereto 

and teducuonteflcylatioa procedures. By subsequently perfomed 
ijnsauiwhloaiog and EUSA umibmon ejcperfmenls with patients' sera 
more coodusions oa the nature of the present IgB epitopes of aatural and 
recombinant Ariv 1 could bedrawn.Thken mgcther the resuta (/this stady 
show a high impact rfglycosylaiioncntte 
wort polleaaBergen Art v 1. 

1 Q3Q AM ^ orNMvAnsr ° #1 }frum Ra0WM41 ***** 

Greg Del W+. Joshua H Wmg * Savmne 1euber$> Oscar L Frick¥> Bob 
B Buchanan* *OC Berkeley, Berkeley, CA 5UC Davis; Davis, CA ¥UC 
Son Francisco. San ftanclaca, CA 

Ragweed pollen fass a lipid layer oa the surface, which has been e^uxtci- 
cdsndroutirauydtacartl^ 

gy lest pnmamtions.The ay rcntonis la potion allergy, that appeir after a lew 
mliuftea. am believed to be due to allergens located on the pottcu aur&co, 
whkh iiriudes the Bpid layer. As it has been cfernoratrated with defroed 
ragweed polteu (Marsh DG e< al JACI 198 1 , 67: 206-222), there arc impor- 
tant extracdlalar aQergeris refeased in a short time period- cg.Amb a 5 in 
16 minutes, versos fho mrrjerauer^ro I and 2, in 12-24 

noun. However, ttteso authors and others have not reported aigaJQcuul dif- 
ferences rn the urst-reJeased allergens from the complete and defatted 
preparations. In our work, we show i dUTerence in the Deputation of the 
first- released allergen from complete and defatted pollen. We have identi- 
fied and characterized an alkcrgpn located in the lipid fraction that fctdw- 
enruod during dm defauing process. The allergen, which nppears lobe a 
major poUn gbrcoprrjo^ 

least one disalfklc bond. Amloo odd scquendrvg data Indicate mat the pro- 
tein has not been previously described from pdlcn or other sources. Finally, 
after perforating IgB-lmmuaohktta with 23 sera of ragwted-sertsiirve 
patknls, we rarve found Ihmr^ 

thus qualifying it as a major allergen IhaL Is perhaps missed to current 
screens, furthermore, our results am lemforoed by the fad thai dogjt senxi- 
ifaaod to ragweed alao uniformly recogmzc the ailergea.Thcsc nndings sug- 
gest that tho Irpkl fraction cooltrining Ihe 30 kDunllcrten ami possibly oth- 
ers should be included In allergy testing and Immunotherapy rcgimcK. 

1 flQQ S****** Var$atU« m the tndnar Moll Aerospora Araoag 
I If aM taner^hy Hamas 

HJamex MMter, Amqxna Dbdi, Roosevelt Pmbody Washington Univer- 
sity School of Mttficme, St Louis, MO 

INTRODUCTION: Sensitizadon to die indoor mold aerospora may 
play a significant role in the Increasing prevalence of asthma asaong macr- 
city dwelling children and adults, lb evaluate indoor mold aaaumlnatlon, 
we have used vnluractrlc spore sampling for both total and vlnhfc xpiacs in 
40 homes In the Bast Su Lotas, 1L (ESt) turn 

MKTHOOS: At least one reUhmatk patient (ufaiaQy 2 or more) resided 
in each of die homes selected Sampling was carried out throughout the 
year using a BurkardPenrari 

Vbhks Kporcs were collected onto MKA plates. The kitchen, TV room and 
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